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[0 0 0 1] 
[0 0 0 2] 

rias: (i) : 

[0 0 0 3] 




(1) 

CH a CH t -CH s CHs 

t l *F$;n&l/:/W>f ->>B (Leptomycin BIliLMB) W\ ^5^. ©u* tf 
[0 0 0 4] 

#M¥5- 1 3 1 3 3-^3Rfctt. l/^h^S/^B^jSfl-tU &T£I*> SMDfc 

-e* a * N «MUe#j WOffljfe o i§*E t±=fT *> tLT v> & o tz o 
[0 0 0 5] 

vf'J'^^^^nynfT-t* (MMPs) SM&fl-v h y y **se*±5?fc& 
PO^JR /nf7 — «Oj»«JT»ab*o MM P s tt£#F«3*&»tffc»f K*5V*Tfi3? 
^t#J^f^Ltv^ 0 4Ktvh'J?n^^D^Df7-l?-9 (MMP-9) (± 

*XJ&ft*5ffiL, S^fctiffi^UfcglS^ (TGF-jJ) ^Ji«!?EHT- (TNF-«) 
[0 0 0 6] 

A^WKMMP - 9 =£r^^n$^r7tvj7X^ov^T^^ RtfMM P - 9 O^il 

9^> *<aft«fc4E&&g|%teCi-*3?H-e*i)s 5.o 7 X?g^^^L-C7Xi®^«:5l§jBi 
■T5f H"e* $Sfi*OMM P - 9 *«*^MIU»ltl*0 T # h - (i BB t> o X$> «9 

> *^S&&Jfl&fcHfcoTV»££fcj&*IJIi&jH::£oTV**^ iTt. MM P - 9 
^SS*4fc6>tittiBf)^:§ifC^-5o $<b(c(i N MMP-9#itf|f4*4fct) 

[0 0 0 7] 

MMP-9©*t, ffiSfcfrv^ MM P - 9 Wt^f ^ o - t> HJSfrfltfc 

i Oa^m^^iSltSMMP- 9<3J^EftKiov»T|fcltLfci:£;&, ^^ftfift^MM 
P- 9 £i*HKLfco S&K. **LfcaE&AflaIJlH&*JBv*-C\ 

mtiF3# 200 3- 3 094216 
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5tl^^^af>tt-2) T P A responsive element KSDx.T^ft«5v-*- 
"C2b& i n v o 1 u c r i n t&m%i&itt7u ? -%MXlbZ> K R E -M 9 if^ M 

<Vft it K & It & 7 *° h - v X ^ L T <7)^ l~o X i> MM P - 9 j&*M^ t T £ 

[0 0 0 8] 

[0 0 0 9] 

iot, MMP-9<7>m&£|5&wi-&£fct::j;tK ^gor^fcijg^ ^trnTtog^ jin 

m^jcm i ] 5-13133 i , mi-~2n, * 1 ) 
[fs^a?* Li? t-tzmm] 

[0 0 10] 

^o-c, #s&9§j±, mmp- 9<nm*k$:m^&mM%:mM*m;&i-%ztz^<Dmm 
mm zrn&t ztzzxn^m 

[0011] 

^&^t*fflfl&Kffi5fc-f £MMP- 9^)14^, MMP — 2 <h Jt;l£ LT> #HfiUKIS»-e£ 

MW.XHI L-i a^^ni-^^ttci^^j^^^^^lifefiJm^^T^^T^^^-c 

^mmp-9 mm-x ^^it^^ait. *cs o ^ 0 

[0 0 12] 

•t&fclb. (i) (i, TIB^: (i) : 

[0 0 13] 
[-ft 2] 




(1) 



?uzfuTT-^-9<Dm&*m^ir&tz&(Dmn*fefe^&4$<nx4bz>o frfrz>mm.t 

-f&ZtlZXV)^ MMP-9C|4^ MMP-2 titWcLX, #Hfi$ K Pl^T' £ , 
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[0 0 14] 

##PJ3 (2) f±, vhij7^^^^nynrr-lf-9 iS^JtM©? ill 

Kxn, ±tmm (i) <Dm-? zn^mz-x \ mmp- 9mM8Lmm&<v=?mx&tem 

ZM&M Kftdzt &x %&t^o 36* £ Mir & 0 

[0 0 15] 

(2) iBmo^j^ji'gfci--2. i>ox&& 0 ^^mmt-r^^tizxn, ±tmw 
(2) o*-r^^j*ntjnxT, mmp- 9mm&mmB.<D^mj)^xi±fem)}%:*-m\ii} 

[0016] 

^§tm<DMMP - 9 <7)m*k*m.^1-2>MMte, MMP-9Wi4^, MMP-2hJtfc 
T G F - /? ^^P1"^ aci ^<^«jm^T9 <fe#T\ 25. ^"T N F - « £?3s 

#oi-& c t K£z>Mm.xte i l — i a ^rnm-th t Kx&mmz: t'<Dik&mmm*if 

9^#Tt'i3V>T^MMP - 9 <Dm*k*m.W~t-&Z. ttfX% & c 
[0017] 

##i-^o lmbj±. mmm^mir&x yv^wj ^xm<<zmi-& lmb4ii^i 

tSjjLiWt*^ (f •y>-t;V-t7'-7>fn>f^7^^ (The Jo 
urnal of Antibiotics), 1 9 8 3^ f3 6i, 6 3 9-6 5 0 

m) ^tmzti&umz'ijt'ox^ fii^LMB^ii^^^tiiLti^; 

o 

[0 0 18] 

ttz, LMBommmz^x^ tie^ (2) ; 

[0 0 19] 
Ut3] 



0 




(2) 



ti^^i/yf^y^A, Tfe^: (3) ; 

[0 0 2 0] 
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[ft 4] ^ 



OH 0 




(3) 



Tm.Zti%®&S- 5 9 9 1 7 a, X0HF1BS; (4) ; 
[0 0 2 1 ] 
[ft 5] 




(4) 



tJV- t7*- 7^r^H*tr^7^X (The Journal of Antibio 
tics), 1 9 8 3^ #3 6*, 6 3 9 -6 5 01) fcSB« £ tlZ^fe K$£o T, Ig 
*L)feirSBLMB&aim5^€)^li«|«L-C|»*ifc3&*T?S, Sfc, WS- 5 9 9 1 7 a 

tt, * h v?Y-?<< *:7,m^m-tz>m'g.s- 5 9917 a^m^^an-stiL^nrKt?* 

*K #Pi¥5- 3 9 2 8 3-^<&^^f5«$^^> i } fc % ig^L*:S-5 9 9 1 7 a SUSHI 
[0 0 2 2] 

^CDMMP- 9O0^^ia«1-^7ci6^»Jf4. MM P - 9 HX&JffJM&a'FIKrX 
X(J:Mli:Ltiv^:t^l^^ MMP - 9 MiS&Jf &Jft t LTti, ^<75«rii: 

m$>m%Lm$k, xiiMift*TOih^fi, Efksps l<i4. &mm, m 
mmmomm. mm&m^ m9m&m&* x&ftimi£&*mif2>z.tipx~&2> 0 ttz 
> $h^ommp- 9<7>mgL*m.^?%>tz#><DmMi*, mmp- 9 <Dm±^nm-fh^(o 

X$>Z>j)K TNF-u, I L- 1 a^W^ h 7J J >iz£ y> mm <>z * mm 

, MMP- 9j£*fe£i!gt-!-&j#-£Ki3V>Tfc, MMP - 9 Og&3&*|5E«£ tiZ t» 4 L < 

, z<om^ jfiL^if^. Mtotemomtes ^«mm p - 9 

U MMP- 9 *JV»-cfc, MMP - 9 <Dm&.&m&Zti& bfti L 

[0 0 2 31 

*v\, *(DjgiKt>. Mtt£iI2ik SiR&k ?Lft#k #ffii&te3ih BtffcRfikSlU Bfr 

£tifE# 2003-309 4216 
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ffltMFk £e#J> a^-t^K ftflK K Pft$#K iSifc&U 

[0 0 2 4] 

ffl ^fij fc -f * iz it , LMBxiif© if ic*p x. t suraus tmm x mm®- \zw>&-£iiz> 
j&$k Mx-&m$imsLWtL m&j&fr, vkmffl, mm, mm. wmn. 

[0 0 2 5] 

* fc, fft1i&&7>£: LTIi> SEl&.A7 7'f>, V-b';>. yi-j ^^77 

[0 0 2 6] 

ajt^^j't'^ow-/ b v-f ->>b * tzit^<Dmm^f<om^-&it, &izmm.zti 

£v^#\ 0. 0 0 0 1 ~50Ii%TOL<, 0. 0 0 1 ~2 0M%jWK:8F£ Lv» 
[0 0 2 7] 

$mm*mrx*5kw*-%i l z£ ! <frmzftm-tzii s , ztutmzmmx&ox, * 
mmm 1 ] 

[0 0 2 8] 

MMP- 9 <Dm*k&, LMBiZ*vXm&Ztl&Zt$:&U+&tiitolZ);kT<n$m&$f 
o 7c 0 

*r&3B«>'&J&*, 4TCT% 7J-t?^ >^»fl&1*7&*2 5. 0 caseinolytic 
u n i ts/ml T- & 7* 1 6 ^WftLa t/io itT-^ffi^T. MBifrb&Si 

fbHHlfe (HFKs) kerat i nocyt e-SFM^ft (Invitrogen 
tt») ?:|it^7 , l/-K:T3 7tt:-Sf It, 3ftKfc>fcoT$Ht:lt3gLfco 
tb^ftHl (HFKs) *3t$\,ZfrtzvXmftig^LT&bKtz4^<D-?l>- Mc 
^ <&*t**t"^*aft**-€-*t-P*L0 nM^ 0. 4 nlVL 2 nM, 1 0 nMt X ■? KLM 
B^»L> $^tc3 7"C"C2 4^WML/So fU^yi— hHkera 

t i n o c y t e - S FMM® 4M?>& L^Afe=£ri|X*LT, £TFO-t? 7^ -i 
?7-f-ft»:J:4MMP-2XD f MMP-90ftflii:iJV>tfflv»4ii?, - 3 0°CT*lfj^ 

<-fe*7f ^f-f ; e^7 7^-fti:j:|,MMP-2MMMP-9 <£>$tfcb> 
•b*?f>'f'f ; e7"7 7-f -y£K i^MMP- 9 0#(Hfcfif •? O 

i&fiLfco ^V^T% Tris-HCl^O. 05 M. CaCla £ 5 mM, S D S (so 
dium dodecyl-sulf ate) £ 1 glycerol^ % J tfL^Tfl 

^tt^pH7. 4 (ommzmtt b Lmm*mmz*tx, ■fyf^^^-f-ft 

tcfflv*4K*l-fc L/Co gEttfl-fc, 0. 5 %(T>^'7^y^htz^) 75 U ;l/T $ K^7 
. 5%*fflv>tSDS-PAGEft|:J: OMMP - 2 XtlfMMP - 9 *^KLfeo SDS 
-PAGESaci&^JtO^ 9r%>ffr*1 r i t o n X-10 0&2. 5%^-T^> 

mtiFJ^F 200 3- 3094216 
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mp- 9 izftMr^tpwy^yzfrm-zit&tzftiz^ KiBmmmwi mm&ft- o. o 

5M Tris-HCl (pH7. 4)/0. 15M NaCl/5mM CaCh/ 

o. 02% n aN 3 ) *iz&^x 3 sxix-mfevmrnftmrfrZiMLWiLtzo ft-mr^n 

Amideblack B-lOtO. 1 %^ir 2>%k&%L*m v»Tfrvv» j&fe 

<7)&<b L^ifOMMP-2MMP- 9 O^aJlgm^Ill (A) ^"To 
[M^J 2 ] 
[0 0 2 9] 

t hm&.ftitmM<vigmz&^T^ n (hfk s ) & 3^^*10 -ens 

^#LT#^^^4oc7)-/l^- He, ^ItiltC^i-^^^-e^-rtLO nM, 0. 4nM 
, 2 nM, 1 0 nM£&& £M~LMB£»1-£ft*>*MC, b h &gL%1tfflm (H F K 
s) * ZiXkzfrtz^xm^^l>X'i%htLtz4:-o<r)-?}/- Y\z, tgmznirZ>mj£l) tJ £ii 
fftOiiM, 0. 4 nM, 2nM, 1 0 nMt £ CLMB *\mwt& t t C 
a + Oigitii ic*t1" 4 o£-T 1 . 5 raM^^ J: ? ^Mb* fl/v * ^tR^^^D 

7-f-fetCj;^MMP-2 25.0 ? MMP-9<7)^ai^^T-3 7to M^^HIl (B) K^-To 
[#§i£®| 3 ] 
[0 0 3 0] 

^ \>m^Aitmm^mK^r^ tf^ttt (hfk S ) -^zmz^tz^xm 

ft§tLt#^tifc4o?)yi/- M:, ^H^-r^jfeJt^ti-r^O nM, 0. 4nM 
, 2nM, 1 0 nMt&& J: ? KLMB&Y&#n^<Mt;bi) th^^<blfflia (HFK 

s ) & 3 <t £> o Tiitftif « L T# e> tttz 4 o <JD 7° V - Mc, K*)"t & W 
nM, 0. 4 nM, 2 nM, 1 0 nMfci^i^CLMBi tifcfiWt 2> tt$>K^ T 

GF-^«i:^tSS$i*4o^Tl n g/m 1 t * & <£ 7 £ T G F - fi *ffi1m Ltz 

-feia^MMP-2MMMP- 9^£B*^fo7to M^Hl (C) K*rt 0 
[»#!) 4 ] 
[0 0 3 1 ] 

t vmgimkmmommK&^x, ^v^mmm. (hfks) ^3ftt:^oti 

ft*&*LT#<bft£4o<7>yv- Ml, it*Ktt1-«jKrt s WW0 nM, 0. 4nM 
, 2nM, 1 0 nMt&& J: d KLMB£«-f Mtfc><9 tf^fM (HFK 
s) £ 3TCK=bfcoTffiHt^«LT#fb;h^4o^7°V- Mc, iMiCfcj-f * 
W0 nM, 0. 4 nM, 2 nM, 1 0 n M t & & «fc 7 K LMB *iiDt^ t t T 
NF - a0^tC^1-^ji^4o^:T 1 0 n g/m 1 t^^i^:TNF-a 

^ -fet: i ^MMP - 2 S^MM P - 9 « /: c ^£!H1 (D) K^-T 0 

immm 5 ] 

[0 0 3 2] 

t hatfeMb«Oi&«K:i3V>T, th^M« (HFK s ) £ 3 ftfc o XM 
fti$#LT#^^4o^yix- hie, ^K2^&a*<& ? WW0 nM, 0. 4nM 
, 2 nM, 1 0 nMt^^i 9 t;LMB^ v^SU't" S-ft £> (C, f^J^lfcTO (H F K 
s) * ZiX\zt>tz^xmiV&m\^X'&btttzA'D<r>-7v- M:, ig^^-r&^Jg^W 
-TftOnM, 0. 4 nM, 2nM, 1 0 n M t X 7 \Z LMB *&\1rZ> t t K, I 
L - 1 a«li^tS» 4 o^t 1 0" 1 "Mt^^i^CIL-la ZffitiQLfz 

-mz£&MMP-2RtfMM?-9 0fem*'lf-2tzo %k%:*mi (E) fc^o 
[0 0 3 3] 

mi (a) izm-f^mnKD^Mfrb^ mM®crK&^xi±, tgrnzn-rz lmb«i 

Jg^2 nMVX±t%&t, MMP-9<7)«^ ? ia*$^TV^ii:^^^l> 0 01 

miiF^F 200 3 - 3 094216 
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7/ 



(b) Rvmi (c) kzm-tnam2Rxr3<om^h. w*^v^axij:tgf- 

Oj|Jt^2nM^±t^l.h x MMP- 9 tf>M&7&*|fi*$*vCV»* £ fc* f *?*»*o $ 5> tc 
,01 (D) Wmi (E) ^^•t*»J4S:0 f 5O«^^ % TNF- a XliIL-l 

MB^ift£j&*2 nMELtfc&fcfc, MMP - 9 ^j^k^lEWS frT -1 0 HI 

lWift**>t>, LMBIi, MMP-2tJttLt, MMP - 9 (DM£l* i *) «fN*WfcB&* 

[&jfcfli 6 ] 
[0 0 3 4] 

L M B ©fipJH H i IK MMP-90mRNA©I475 ? llt$Wit, MM 

fr&IB<0&&&, 4tt\ ^dW»iS14*»2 5. 0 caseinolytic 

unit s/m 1 TJfe*^ *^--trT?l 6H.IW^tLfc. Uf^&ffl^T, Hfe^ <b 
Sr it r o 0 . 0 5 % h >; 7"v >t5 £»n%3 L h 

(HFKs) keratinocyte-S FM^i (Invitrogen 

Hh^^UHtM (HFKs) ^ZiX\Zt>tz-oXm^^LX%hfttz2^(D-fV- b(: 
» *»K:W"t*ailS3& , -€-*L^'jL0 nM> 1 0 n M fc 4* i } K LMB SrjfeJn L, ZbK3 
7VX~2 4^WtLfco 

<RT-PCRftt:iSK hMMP- QilfK^POmRNA&tffc > G A P D Hjtfs^Om 
RNAOtffi> 

*&*L;fcfc (HFKs) ^ib^RNAOtttBti, Wa c h i 

(Wachi et a 1 . (1995) FEBS Lett. 368, 215-219 
) KfEoTfxv^ ttffit^RNAIi, 1 ^ g/m 1 U- 8 0*Ct?^jBS 

Lfzo RT-PCRftli, TaKaRa RNA PCR kit (TaKaRattS) 
«rfflv>"Ctrofe 0 t hMMP- 9 c DNAC02 7 7 mmi%mmir &tz*biz^ 1 

16-13 6^Mi:fift^, 5' 5fd»K*tLTW\ •fe>*7'9>fv- (E?!l#-§- : 1) 

3 7 2 ~3 9 2MMi:MtS3' ^Sl^LtaT^f-bV^y^^v- (E^iJ 
#-^-:2) *JBv*fc 0 h GAPDHW5 c DNA<04 7 8 *fc*»C 
, 5 4 7 ~- 5 6 6tI^t:ftt^5' 5fc»K**LTtt^ t^^^^fv- (Efll#* : 
3) * % 1 0 0 5~ 1 0 2 4tMl:fif§3' fWLt!±7>f -fe^^^^ v 

- (e^j#^-:4) zm^tio RNAoammits 4 2 < c-em#p«ei-&£ t Hi 

o7to i£*E¥LTWS>ftfc c DNAOP C Rfc*5tt&MW\ <OftgL"f u 7 r W ;WZ 
ftotffo^o t^fct, l"9--f ^;vrtH> c DN A?>^14£ 9 4 °CX 2 ftMft^, 7° 
5^7-©7--'J 6 0 VX3 0m$ftt\ DNA#'J ^ 9 «£ & D N AlO 

7 2 ICC 1 Wo fc 0 3 0^^^;Hfo^m#^tL7tv#-fK^^LT, ^fci^ 
^^AmtJ7#D-^^V«:fflV>tSM^ ftfcfLfc/O K^miTT- 
«*L7t 0 »*tH2C^t« H2*> Samp 1 el^ Cj^t £ L M B ^JKt&* 0 
nM-C*ofeiWlfe«:fflv^jgf*S: % Samp 1 e2#, JgFttfc*H-* LMBSURtJ 1 1 0 n 

7 ] 

[0 0 3 5] 

KvmBLnfcfflikvmmz&^T, t h^fta (hfk s ) *3ftn*?fcorai 

W«LT#tp^2oori/ - K:, ig*HWi-4aiJK^-€-*t^'fL0 nM, 1 0 nMt 
%2>£ 3 )KLMBZffimi-&ttt>*)l<Z, t^Mttt (HFKs) & 3ftKfrfcoT 
M^^LXnhfltz2'=>(D^U- h t&i&Ktt't&Wt&tf-tti-FtLO nM, lOnM 
i 0 CLMB*©DtS ttU:, C a + ©Jjf*t*ti"*»K**2 o^r 1 . 5 m 
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^2 0 0 3- 2 8 6 3 8 6 8/ 

J&ftikfflBOi&m. ttMcRT-PCR^iiSi; MVIMP - 9itf£^^mRN A^^'k 
hGAPDHitfe^OmRNAco^m^lfoTtro 2 KtjvTo IU2*> S amp 1 

e 1%mzn-f2> LMBMt^O nMt*o/:a^v>^^ Samp 1 e 4 

8 ] 

[0 0 3 6] 

t: hTOM^fi^v^T, (HFKs) & 3ftlC*>/i-o-C$g 

'ft^*LT#'btT.7t2o(7)^ , ix- hn, ^*^Mi-^2ftJg^^^x0 nM, lOnMt 
%2>£7tZLMBZmi]\\-f&itfri0l l Z^ th&BLftftfflM (HFKs) * ZftKiotz^X 
SIHtig* L Tf# ib ti*: 2 0 007^- Mc, igmz-ft-f Zmmtf^rix^iiQ nM, 1 0 nM 
t^^i^CLMB^at^ t t Uz N TGF-^^SktC^fr^^JK^^o^rr 1 n 
g/ml^^J:^ i:TGF-^aL/:Ml±, WJ6 Mo3j&-et: hft^ 
<b«69ig«, afcimRT-PCR&CJi&li MVIMP- 9 itfST-Om R N AS.tK t: hG 
APDHilfe^<7)mRNA«0ttm^^f o£ Q & HI 2 ^^i" 0 |24>> Sample5 
tf* WCMt^LMBWO nMt^ofcilHf^^^, S amp 1 e 6 rt*. 

[^iS^ll 9 ] 
[0 0 3 7] 

t: h^fe^M&Oi^K&^T, t:b&&MM& (HFKs) ^3ft^^7toT|i 
ftig«LT#<btL£2oO:/V- Mc, WH^I-^iftS^-etL^xO nM. 1 0 nMt 
^^»J:^:LMB^ij)Dt§ft^^:, ItfBJE (HFKs) £ 3 fUc*>£oT 

»t^«tT#ib^^2o0 7°l-- igitiU^I-^M^frWO nM> x QnM 
t^^.<t-?CLMB?:»t^ti:M;, TN F - a ©^IWtt^II^2o^t 1 0 
n g/m 1 tta%> £7 CTNF- « £«L£JiWfi, 6 t ITO<7>^&-e hfft& 

£HblfflJ&Oit«. ttFCRT-PCRftta^t fMMP- gSls^mRNAS^t h 
GAPDHitf^(7)mRNA<7)^£tJ^^fo7to Sf^i2(:gt„ E!2 Sample 
l#%^*t1-^LMBiftJ^^0 nMt^o/>:»^fflv^^f^, Samp l e 8** 
, ^ftCitt^LMBg^q 0 nMtr^o^M^fflv^f-^m^^fo 
[»#fl 1 0 ] 
[0 0 3 8] 

t vm&ftikmmvmmK&^x, ^v^Mitmm (hfk s ) *zmzt>tz-?xm 

it^^xnhfttz2^XD^V~Y\,Z s %mzM-f2>mmtf"ttirtiO nM, l 0 nMt 
KLMB*ffi1m1-Z>ttfr 1 Qlz, k l>^jt|i (HFKs) £ 3ftl<Zfriz<DX 
mtt%mLXnbfttz2o<D7U- He, mmizM-t^Wkm^tt^tiO nM, 1 0 nM 
t&2> X o KLMBZ : m\lir& tti>K, I L - 1 a Oigmzftir ZMfetf 2 -o-£X 1 0 
1 'Mfcfti^CIL-l «^aLfcMl±, «^!]6 fcWttto^fcfc^t h^JSA 
flFCRT-PCR'ftta^H h MM P — 9 jfi-fST-Om R N AS.tFH hG 
APDHlfe^mRNACtai^ o£ D il^@2 K7Ffo IU2 Sample9 
tf, ^iW^LMBWO nM-eabo7^«^ffiv^fc^^, S amp 1 e 1 Off 

, ^MKn-t^LMBmm^i o nux^^tzmm^m^tz^^^o 

[0 0 3 9] 

i2©Samp 1 e 1M"S ample 2 X*7F2ti&mt&ffl 6 4>£NK4»fe* *BW*T»C 
jSV^Tfi, Mi:*ft4LMBOSS*n 0 nM^-S^K, G A P D H t Jt^LT, 
MMP- 9 0jg&ri*H#$*LTV>&ifcrt*;ba»a 0 12©Samp 1 e 3MS amp 1 

BOift-JK^l 0 nM-C^^K, GAPDHiikf Lt, MMP-9©lM#?a 
Tv^iUW^o H2cr)Samp 1 e 5£t>*S ample 6 xm% ti2>m&m 8 <D%g 
TGF- pizj:2,MM.TlZ&^Xi>, MC^t^LMBWil^U 0 nMt »^ 
%>m%i<z^ G A P D H tit^cLX^ MMP- 9 <7)jg&7& ? B&«$ frTV>;|> £ bifit>if*Z> 0 M 
2 0S amp 1 e 7MS ample 8 X^fi^mMm 9 TNF-aK£ 
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Sffl»Tfci3V»T^ MWttl»LMBOWl OnMt^^C, GAPDHt 
JttfcLT. MMP-9wIMf$^ti/^ih^^|, 0 S2tf)Sampl e 9M 
S amp 1 e 1 0 T"7Jn£ ft&lli&lflj l oo^^ I L - 1 « K X ZMfflTFlZte^T & 
, **WtSLMB©iil#l 0 nM-esbi^K, G A P DH titWcLX-^ MM P — 
9<r>m&.&®.mZHX\,*&Zt#t>fr&o &±0%HM:frh, LMBWtt^ GAPDH 

t it, mm p - 9 (dms. * wt **ipj mLtz 0 
immm 1 1 ] 

[0 0 4 01 

LMB^ffilCi ^) MM P - 9 ©i^^PIf $ iit V> I, i ^ tlEt S MM P 

-9itfST-c7)p r omo t e r @2?iJ<7)K R E -M 9 fc, MMP-9«I4i:, LMBtO 
H^SrH^it^IWt LTJSLToUKSrffoTto 

$r£JlO&&*, 4TCT?*-tM >##fiH£j&*2 5. Ocaseinolytic un 
i t s/mlt^4/^;f-fe'tl 6StFttiL/; 0 ItfT-^ffl^T, 3fc&j&*fc3E&£ti: 
g t o fcfc. 0 . 0 5 % h 'J 7°v 5 fl-HjaiLfc. frmmttz h^MblH 

t (HFKs) 0. 0 9mMOC a + ^ftSk eratinocyte-SFM 
(Life Technologie s tt») 2 4 w e 1 1 <DZTV- MCT 

Kobayashi h<D~)j : & (Kobayashi et al. (2001) EMB0 Rep. 2, 604-608) tC^oT. MM 
P-9 promote rE5JOKRE-M9^«- 7 3*^+ 1 6 *X<Ol&&WM 
>jfciy ? KRE-M9 *^*^v»- 56^+16 $ -C<£>m^g5?!l£. ;Vy7x7— tfjt 
fei 1 t ^ ;v v 7 x 7 - t*M^ ^ ^ - pGL3-basic vector 

(P r ome g attfJl) -£H-?tlM A U * - 1 RV 1 '*? 9 - 2 £p$!t L£ 0 & 
KRE-M9 £#A,*f- 7 3^«b+ 1 6 %X<DM&mm*^-t , III 3 

(C) t'^i-o 

?~ lRZf-<? 2 tmm^mxm^mx^^ Fugene 6 (Roch 

iSt/: 0 &v>T\ < t > tSA«l^«>ti# a?t 2 4 w e 1 1 <T>-fV- h<DH 
FK s%m%L<D7 1 2 w e 1 h^Lt^^^-^l ^t)(7)i2w 

e 1 1©7*1/-M:^LW^-»»2S:, v>1* 3 7 TZXffiM LTafrfs^-igASrfi 1 

1 m&*mimLX%bi%tz 1 2 we 1 1 (O-fV- Y<Di *, % 6 we 

1 1 KC^LTLMB 1 0 nMinx., 6 w e 1 1 WLMB ^Jjp "fV~ HfcU 

S^6we 1 1 <D-f\s- h K*frLTttLMB*;(nix.?\ 6 we 1 1 WLMBi^iD/l/ 
-MtU ^**-2^&&»jLT#£>*l£ 1 2 w e 1 1 <D~fV- Y<Do%, 6 w e 

1 1 <£>7V- MC^LTLMB 1 0 nMftnx., 6 we 1 1 ^LMBi3ra/l' - h2fcU 
^f«6we 1 1 <D-fV~ h^LT(±LMB^ijnx.-r> 6 we 1 1 «0 L MBfc^iiny U 
-l>2i:U ^t?3IWIIiU, m_ho «fc |:;i/y7 ^^-IfmttOftitt^X* 
fti ZtKX V , MM P — 9 t i> \z )V is y 2>^t t& , 

<;vy7x7-t*77*^[:i^ te^flHttf) flfl j£ > 

y7i7-t*7yb-fy^7A (Lucif erase assay system P 
r ome g attSSl) \Z X o TMSfeLfco W ^ n -7° V* # «7 > * - t tt, M i c r o b 
eta (Perkin-Elme rttM) «rffl\/>fc 0 iPJj^fi, 6 w e 1 1 ©LMB f^SU 7* 

h 1 % 6 w e 1 1 <7)LMB*i|7l/- M, 6 w e 1 1 <DLMBii7"l'- b 2 % 
W6we 1 1 OLMBiiJnT'V- h 2 tCov^T, ^tifft6we 1 1 <0~fV— \ <D -9 
*>3wel 1 O^V- f^tl 2m$&<Dmzl£i&&*®mL, $*>K, » I) CO 3 w 
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3^2 0 0 3 - 2 8 6 3 8 6 : 10/ 

3 (A) (B) izm-to HI 3 (A) (B) fc*v»T\ ±S&cDMtf s KR 

E-M9 Sr^-tr^^^-l *H F K s KlJtfiS^ *XLfe»^»|E¥ett*wU TS&O 
«*#KRE-M9m*^^-2*HFKs K&fc^A L^it^^^i^ 
£/FU IMTO^WH, ±t^)ttl±LMB 1 0 nMiiDLfc^^^L, 
TgOffr|tttLMB*i&bnL**ofc»#&jFU fic^tt a rbitary uniti: 
J:*tOt*0, 3 we 1 1 ^yi/- h<7)¥#HI£^1- 0 «$tii|g& e r r o r bar 

[0 0 4 1 ] 

03 (A) £.0*1213 (B) <Dm^ib, K R E -M 9 *■ £tf<? * - l £ H F K s {:» 
A L tzm^ *5 v> T * Utefffitt^I^fAtl 2B#H^ 2 4 B#Hf£t B#|iU £ 
iioT, 8*¥fttt#*f 31 U loiilE^ttfi LMB *j&&n1- ^ti:J:oT, iffS^- 
*A^1 2B#|f^ 2 4B#Wmi:fcK, Promote r fl&ft^ *tL?tL y |i)5^1 
, £0^73*0 1 H}<PW$frfco KRE-M9^iiv^^^-2^HFKsi: 

RE-M9MMP- 9 0K^fi&tt=S:i£2li-S±-e*S-e*-5i <t > MKRE-M9^ 
, LMBmtt«*^:*v»t, MMP- 9*>te^J§te*|fi#-*-*ti:*«Ct\ 
SBfi&fcflK zttfTFZfi^ LMBMP- 9<DM*k*m.^1-&mM£ Ltt^t^^c: 

[H«J 1 2 ] 
[0 0 4 2] 

<H h«Afl2ffll»tf>iH6>tt, £16011 1 fcWaifcfrofco MMP- 9 p r 

o m o t e r E?!l O K RE-M9 ^^-A./^— 73^?>+l 6i •CO&lkE^.U £ «fc t>* K R 
E-M9 &V>- 56H+16 tt?OttL36HB9lJO'ft*>*>»'^ MMP - 9 prom 

oterEWOKRE-MSSlTTPA responsive element 
TREHl^) £^A,/i- 8 0*5.+ 16i X<7)1&&mQ 1 , £ £ CPRtttifeEftl 1 fcis 
v»rKRE-M9E9!l**4«ttafe«*§*L7t*6*E9!J2 % &Z>lZ- 7 14frh+l 6 tX<D 

3 . m&Mw.n 3k&v>-ckre-m9 mn-z> s 4 t*ft $ ^^^e^o 4 . m 

m*EJ!l4 ^*5V>TTRE@e^J^3^*«m$tt7t^i3^J 5. ^W^SiB^J 4 U*5V» 
T K R E - M 9 WiW 4 m^tt^ $ *U I^T R E EW 3 S^t^ $ fL7ttt«BB^!l 6 *• 

fro^o KRE-M9 le^ijo 4 i&M&E^J&O'T R Ege^iJO 3 £M*E?!l*E?!l#-S- 

fro fe 0 ^ifeEyij i xtf 2 =Srfflv^7t^#o^fgttoiiu^m, xtraaifE^ 3 - 6 *m 

v>fc»^0<E^S140il!iS£tt**^*tWBI4 (A) ^.^114 (B) tc^i" 0 0 4 (A) 
0±*fRXtTF«, 5i&mc0 4 (B) OHl g|5~SI 4 -€-*L-?*t*ft*E^J 1 2S.im»E 

?!l 2 % $LmzM&wm 1 - 4 Srfflv^^^o^^te^^ U l^S^TiOtf <D -) 
*>> iSOftfliLMB 1 0 nMtSinLifc*&£-fcjFU TMtliLMB^iiL^^ 
ofci§-£-£7Fl^ tit^fi arbitary un i tlCii &<?>-e& <0 , 3we 1 1 (T>~7 
V- b<DSf%rf&*7Fto error bar X^ta 

[0 0 4 3] 

tfz, KRE-M9EyiJSrfflV>-cp»Lfc2*«ftDNAl> EW** 5 K^f K R E -M 9 
m*\<D4mmmW!:mWZm^xmWkLtz2mMJ)M2*a>'<T'[ (competitor) tL 

xm^, 32 ?xmm. l^kre-m9 wmRV kre-m9e?ijo4 ttM&E?g * ? n 

-ytLtlv^^i^tfo/cMfi, KobayashifbO^S (Kobayashi et al. (2001) E 
MBORep.2, 604-608) KfeoX, t ft7f 7f hti' ^v^^;i/->7 f7 

Sr^ToTto *S*£ei4 (C) K3Fl- 0 14 (C) ^H^W^n-yf 

[0 0 4 4] 
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^HI4 (A) <D%Um*b, i&&W,mi KRE-M9£T&&g&L7t::l£»BE 

T R EXtfK R E - M 9 *^«Jtfi?«|:« v>Tli, KRE-M9 0^ 
trf±&<, TRE&MMP-9 <DU^\k<omU\ Kto Tlgt^ * £ fc S *ifc 0 * 
tz, H4 (B) OIS*** K R E -M 9 R E^^^Mf IlT^II L 

«*E5«6 *fflv^ar^c^v>Tfe, LMB<7)»tC i •) MMP- 9 ©(E^ttojquw** 
gioTV^ik*?,, KRE-Mg^TREM^S^*^ LMB<7)«{CJ; 



I1I4 (C) Ojgf*tf»G>, KRE-Mg-Zn-^JfLTH h-Jr^f 7t-f Ft^>^^ 
ft^tt-frLTftfcflfc, ->7 b Ltz^> Y'tmm-ZtlX^Z (0 4 (C) sp^e>»lg 
) o KRE-M9yo-r5-ffiV>t, .E.0 3 >f * - (competitor) tLXK 

L /z^ > Vmkm $ < o fc„ (14 (C) ^t,»2i) $<bK, KRE-M9 
T'n-r^fflv^T, jaon>^7-^^- (competitor) £ Lt K R E -M 9 Se^iJO 4 

w&*m^xmmLtz2*mM2*m^tzm&\,z{$^ i^y v Ltt><> h'#&mztLx^& 

(HI4 (C) «f£*t>3gg) o Jnx-C, Eyfl#-^5fc^-fKRE-M9E3mo4ftl6B 
(C) 2 K) iiie>oit*f), t >• >r7f; ^4 >/*?M&. KRE- 

immm 1 3 ] 



^Tl^^-r^^ (Ho s : HR - 1) <D 8 SfftOflf 1 0E£, — aW3HM!W Lfco 5 
EOv** (vWAl, v^Bl, 7-)^CK v^Dl, 7^E1) KMLX 
mW-ffi. (ultraviolet B (UVB) ) *1T»fc3 OOmJ (^J3MED (m 
inimal erythema dose^ IvbfiXA) ) SrJHJtU 5 EOv^ ( 
7 ^A2, -7^B2, vnC2, v^D2, v^E2) WLTiiMI^M 

it t & #> o ?t o m^mmmk t mtmmtt 2 4 nw& k , 7o%x^y-M:u/bv 

^»B»H^)|a^ v)XBar>V')^B2WUISl 0// g/m 
1 (20//M) ■7H7^ClMv)XC2i:JtLt5lSl^g/ml (2/*M 

) -7^DlW7nD2WUISl 0 0 n g/m 1 (2 0 0 nM) <r> 

v^/^E 1 > v^E2 WLTIS1 0 n g/m 1 (2 0 nM) $j 

0. 1 m 1 •ro^ET*nffiM*i-*i fcfcj: l/^hv^ v>B£&-5-Lfco 
A1M>-?^A2^LT7 0%^^y-;U5r, » 0 - 1ml Lfc 0 owt % 
mtt 4 8 ffi^K^HMtt L7t v A 1 - v ry * e 1 W Sftfeffltt L fcri*o fc*^ * 
^A2~v^^E2«»L^ 0 «L£&/i£*;Wy >@tlT> Av7-f > 

1, £l^?**E l^feffflJtLKfcfetfc&JffOiaJM-, SfelFKiv 
^ A2 > 7 ^B2, 7^C2, V9XD2, Mv^J^E 2^WLML^ 
iOM^ECLIPSE ElOOOMMfti (NIK0Ntt«) •C**Lfc«f* 
&BI5 fc7Fi"o HI 5 Cfev»TA 1 ~E 1 f±> Zrti^ti, 77^A1~7^E1^^JR 
L#rfeLfc&*OiB>i-fc**JSU A2~E2li, -e*L^*U v>^A2~v , 7^E2^?) 
^t^feL7t&^0^«^1-^^OT'^{9. 0 0^m^/Tt i><DX 



0 5Oift^f>, tMIItLfcv-)^Al«m S&o^tJl^ Jtjfe*J:0' 



[0 0 4 5] 



[0 0 4 6] 



[0 0 4 7] 
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# 

fltZo 

[0 0 4 8] 

[Ell] (A) ti&#flittTK*5tt&. (B) l±ME*'Vy^ A *U amenta, ( 
C) liTGF-^:j: Si|i!l$:TK:fctt& % (D) liTN F - a \z X & fiJifcT Kistt & 
, (E) {±1 L- 1 a iZ £2>Mffi.TlZ]3tfZ>^ k f*^««MMP- 2MM 
MP - 9 <VMikKm : girLMB<D%m$:7S<irmx»&Z>o 

[HI 2 ] t: h$^««MMP-9<?)mRNAMGAPDHOmRNA^i4 

K&jn- l m b <d&w *m-rmx*$> & o 

[H3] (A) Xlf (B) KRE-M9 1 £HFK s KitiS^* 

AL7^-£\ MKRE-M9^^^n-2^HFKs Kigf5?-2»A L£3# 
-£-<9;v~> 7 x 7 7 ? ^ K J: & t: b ^Jk^lfbifflJj&cDMM P - 9 <n>%kmM-x&'$.<nm 

[m 4 ] (a) w (b) t±, m»se?ij *m^tzWi&, &vt<,zmmmwi3 - 

6%m^ fzm&<7) v 7 i 9 - -tf T y -fe ^ \Z i & t: h 3tJ£MbTfflJ&<7>MM P - 9 Olt 
^¥fStt^ilJ^*^^i-|H-t?* <9 ^ (C) (±, KRE-M9 S^iJ&^WJ*"^ 5 \Z 

m^y^^M^zx^r^iyy hr viz j (D^Wzzm-tmxfrZo 

[05] v^^A 1 ~v>^E 1 ^«3XLi^feL£;&Ji<7)i2J#\ M'7^7A2- 
[0 0 4 9] 

15^J#-^-l ~4 ii, ■/7-r'v-0@e^!l^^L. SS»-^5 25.^'6 {±. KRE-M9@2?iJ 

<o 4 m*mm@5^ij25.^T r e w>m<r>m$kmm zm-t & <7>-e & & 0 
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SEQUENCE LISTING 



<110> Japan Science and Technology Corporation 

<120> Medicine for inhibiting production of MMP-9 

<130> Y2003-P111 

<150> JP2002/336867 

<151> 2002-11-20 

<150> JP2003/136738 

<151> 2003-05-15 

<160> 6 

<170> Patentln version 3.1 

<210> 1 

<211> 21 

<212> DNA 

<213> Artificial sequence 
<220> 

<223> PCR Primer 

<400> 1 

ggagacctga gaaccaatct c 21 



<210> 2 

<211> 21 

<212> DNA 

<213> Artificial sequence 
<220> 

<223> PCR Primer 



<400> 2 

tccaataggt gatgttgtcg t 



21 



<210> 3 

<211> 20 

<212> DNA 

<213> Artificial sequence 



<220> 

<223> PCR Primer 
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2/E 



<400> 3 

gtcatccatg acaactttgg 



20 



<210> 4 

<211> 20 

<212> DNA 

<213> Artificial sequence 
<220> 

<223> PCR Primer 

<400> 4 

tgctgtagcc aaattcgttg 20 

<210> 5 

<211> 10 

<212> DNA 

<213> HFKs 



<210> 6 

<211> 7 

<212> DNA 

<213> HFKs 

<400> 6 

tgagcat 7 



<400> 5 
gaattccaag 



10 
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^-'^■•^M*^. s MMP-9 
■xup4 MMP-2 

nM 1MB 



Calcium 



(B) thnF-*'**- ■ :-k ..■ 



0.4 



0.4 



TGf 



!() 



I MMP-9 
MMP-L! 

nM 1Mb 



ST-S::.; MMP-9 
MMP-?. 



in 



nM LMB 



(D) 



TNF 




MMP-9 



nM LMB 
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Calcium TGF 



TNF 




GAPDH 



LMB 

Sample No. 1 



[H3] 



MMP-9 promoter Luciferase activity 
(arbitrary units) 



KRE-M9 TATA box 
\ / 

-73 - 




+ 16 



1 2 hours 



33.2 



Upper column, 
Lower coumn. 



J LMB (-) 
; LMB (+) 



B 




24 hours 



118.2 



Upper column, I 
Lower coumn, 1 



; LMB (-) 
; LMB (+) 



-80 -60 -40 

C TGAG TCAG C ACTT G CCTGT CAAGG AGGGG TGGGG TCACA GGAGC GCCTC CTTAA AG CCC 
TRE KRE-M9 TATA Box 

-20 +1 +21 

CCACA ACAGC AGCTG CAGTC AGACA CCTCT 6CCCT CAC CA TGA GC CTCTG GCAGC CCCTG 

Met 
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MMP-9 promoter Luciferase activity 

(arbitrary units) 

TRE KRE-M9 
\ / TATA box 




1 91 .6 



Upper column, SiSK3 ; LMB (-) 
Lower coumn, : LMB (+) 



NF-k8 Sp-T TRE 

-714 0&DF^Oi3=^te?f^ 



-714 OJEZHi'S'B 0 - 



H81.5 



» 262.2 



c * 3.6 



-» 63.8 



+ 16 



Upper column, ; LMB (-) 

Lower coumn, £S2£23 ; LMB (+) 



Oligo KRE-M9 ^ 



Competitor 
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vsm\ mmp- 9<nm£.z®.mi-?>mm.%mftiz&m-tz£t, 

IMfe^m Ties*; ( i ) : 
[flu] 



^-v: i/E 



HO 




( 1) 



* n y n -f r - -fc- - 9 o m± z m. # -r & £ * ^ »j 0 
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mV?&m<D^ #12 0 0 3-2 8 6 3 8 6 

5030129372 9 

mm 

ttffl if 7 3 9 7 

f« B W-m 15^10^ IB 



TO15^ 8J3 5B 
396020800 

±fSiftJllPr{TW4Tg l#8-f- 
100098682 

mMfP^ftBaEttEB^BBPrr 1-16 



l\£)V 5 
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i . mM^n a 
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[396020800] 
1 9 9 8# 2 J| 2 4 B 
tf^mjl|PTfT^:Br4Ti If 8f 
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